ABSTRACT
wild-type and CXCL16 knockout mice were subjected to renal artery stenosis induced 27 by placing a cuff on the left renal artery. Wild-type and CXCL16 knockout mice had 28 comparable blood pressure at baseline. Renal artery stenosis caused an increase in 29 blood pressure that was similar between wild-type and CXCL16 knockout mice.
30
CXCL16 knockout mice were protected from RAS-induced renal injury and fibrosis. 
New & Noteworthy

40
Renal artery stenosis (RAS) is an important cause of chronic kidney disease. The 41 underlying mechanisms are not well understood. Our study indicates that CXCL16 plays
Introduction
46
Renal artery stenosis (RAS) is an important cause of chronic kidney disease 47 (CKD). Atherosclerosis is the most common etiology for the development of RAS, which 48 affected in 6.8% of people over 65 years of age and in almost 40% of patients with a 49 history of coronary or peripheral vascular disease (11, 34) CXCL16 mediates infiltration of circulating cells into sites of injury (9, 44) . In this study,
75
we investigated the role of CXCL16 in renal injury and fibrosis in an experimental model 76 of RAS using CXCL16 knockout mice.
77
Materials and Methods
78
Animals
79
Wild-type C57BL/6 mice were purchased from the Jackson Laboratory and 80 CXCL16 knockout mice on a C57BL/6 background were a generous gift from Dr. 
Surgical Procedure
87
Male 8-10 weeks old mice were anesthetized by intraperitoneal injection of a 88 cocktail (80 mg/kg of ketamine, 10 mg/kg of xylazine, and 3mg/kg of acepromazine).
89
After skin preparation, the left kidney was exposed through a small flank incision, the 90 renal artery was isolated, and a small segment was dissected free of the renal vein. A were harvested 4 weeks after surgery.
96
Blood Pressure and Heart Rate
97
Systolic blood pressure (SBP) and heart rate (HR) were measured in conscious 98 mice using a tail cuff system (Visitech Systems) as reported (38, 39, 41) .
99
Histopathologic Analysis
100
At the end of experiments, mice were perfused with PBS to remove the blood. A 101 portion of kidney tissue was fixed in 10% buffered formalin, embedded in paraffin, and 102 cut at 5-µm thickness. After deparaffinization and rehydration, sections were stained 103 with hematoxylin and eosin and Sirius red as described (14, 38, 39) . To assess 
135
The expression levels of CXCL16 were normalized to GAPDH level in each sample(4, operation. There were no significant differences in systolic blood pressure among the 169 four groups at baseline. RAS led to an increase in systolic blood pressure in both WT 170 and CXCL16 KO mice that was comparable between the two treatment groups ( Figure   171 2A).
172
CXCL16 Deficiency Reduces Kidney Injury and Fibrosis
173
To assess the role of CXCL16 in RAS-induced hypertensive kidney damage, 
180
These fibrotic responses were significantly reduced in the stenotic kidneys of CXCL16
181
KO mice ( Figure 2C-D) .
182
CXCL16 Deficiency Attenuates ECM Protein Expression
183
We next evaluated the effect of CXCL16 deficiency on the expression and 184 accumulation of collagen I and fibronectin, two major ECM proteins.
185
Immunofluorescence and Western blot analysis demonstrated that CXCL16 deficiency 186 attenuated the upregulation of collagen I and fibronectin in the stenotic kidneys ( Figure   187 3). These data indicate that CXCL16 deficiency inhibits RAS-induced ECM protein 188 expression.
189
CXCL16 Deficiency Suppresses Myeloid Fibroblasts Accumulation
190
Recent studies have shown that myeloid fibroblasts contribute significantly to the 191 development of renal fibrosis (2, 4, 10, 17, 18, 31, 38, 39, 42, 43) , we then examined the inflammatory cell into the kidney in renovascular disease.
216
Discussion
217
In this study, we demonstrate that RAS induces CXCL16 gene expression in is independent of renin-angiotensin system activation.
226
CXCL16 is a chemokine that belongs to the CXC chemokine subfamily(21).
227
There are two forms of CXCL16. 
